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Applicant: Ralph A. Nixon et al. Art Unit: 1632 
Serial No.: 09/560,124 Examiner: Anne-Marie Falk 

Filed: April 28, 2000 Customer No.: 21559 

Title: METHODS FOR THE IDENTIFICATION OF COMPOUNT>S FOR 

THE TREATMENT OF ALZHEIMER'S DISEASE 



Commissioner for Patents 
P.O. Box 1450 
Alexandria, VA 22313-1450 



DECLARATION OF RALPH NJXON. M.D.. PH.D.. UNDER 37 C F.R. § 1.132 
TRAVERSING GROUNDS OF REJECTION 



Under 37 CF.R. § 1.132, 1 declare; 



1. I am a Professor in the departments of Psychiatry and Cell Biology, New York 
University School of Medicine, and Director of Research, Nathan S. Klme Institute for 
Psychiatric Research, and an inventor on the above-captioned patent application. I have 
been studying Alzheimer's Disease for since 1970 and I have published more than 160 
papers in the field. 



2. I have read and understood the Office Action dated April 9, 2003. 
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3. The experiments carried out in the Dedaisi^ 

canied outudixigraediods ftat were sftandard iafhe art at the ti ftjLappljeatf w as 
jBled 

4. As described in ^spodficalionazid in pat^^ 

iiamed izivczrtcOT, lave directed and candocted ej^erimenis dcmdosttMiag Hiat cells wift 

enlaigcd eaidosomes also have increased cndocytic pathway acdviYy. iwtucib is 
cbttacteriz^ by specific endosomal changed (e.g.^ increased codosonial fosksi, 
endo£0S3ial iceycHngi expce^sion of accumulation of lysoaomal hydrolases in 

early eodosoznes, and &cciiiiiuIatL0& of A|3 in early czidosomes) mdicative of cdb that are 
destuoed to he diseased in patients having Alzheimer's diseaae. rshS overeaqnessing cells 
in vttro md i>i vivo mindc increased endocj^c pathway activity ihat is obBerved in 
psticnts with early Btage Alzheimer*s disease. Sucb cornpounda are excelltirt potential 
therapeutics givati ihat they are likdiy to be useful in Iteattog patients at a time whtti 
patients are essmtially asymptxxmaiic. 

_5* We have fornul that statlyosstsfected murine L cells Iba 

^showed enlarged e ndosotn eSp sirnilartD those obsgved in nea rom ftom individttals with 
sporadic Alzbeimar's Disease. In addition, a cDNA encodiag the GTP-hydcolysis 
deficient rabS xootant Q79L (Stemnaik et aZ., EMBO J, 13:1287-1296, 1994} was 
expressed in L cells. Expression of the rabS Q79L mxrteiii resulted in increased 
endocytosis astd the fusion of early endoaotncs into large vacuoles. Confimdng diaciitibS 
expressioo led to afanoniia] actiiaty of ibe endcsomal pathway, we also demonstreted 
both merged T:qptake of fluid phase markers (PITC-dcxtxan) and increased TQCeptor 
mediated endocytosis (trMsfecitt). 

6, Afi described in paragr^ 7, cxpcits accept that ^pxesence of cnl^ 
endoscXKies cooelates wi£h o&er markers of endosomal cbangCj inchidix^ mdosomal 
fusion as evidenced in Roberts ct al. (T, Cell Sciaice 1 12^667-3675, 1999). 
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7. Robots et al. (L Cell Science 112:3667-3ezSrJl9993 JioMfter "BotxsrtO show 
that 1S» presence of enlarged cad o so mc s ccrrclates with endosoinal tosion in cultured 
cells overeo^Ttssiug rab5. Roberts ovciesqircssed eitiidr wild-type labS QrrabS:Q79L» a 
oansthntiyely active rabS mutant, in CHO and BHK cseUg and observed that tite cells 
fonned enlarged cytoplasndcvesicles that exhibited the chaxacterUdcs of eariy 
e^doso(^lcs. LTaing tune-lap$e video saicro&copy, Roberts showed that the enlmsed 
cndotsomes resehed icom endosoxnal fiiaon (page 36679 loft coluion, absnacQ. 
RegotdiDg these rMuJts, Roberts stateSj *Time-l^e video zmcioscqpiy shows ^ 
enlarged cndosomes arise pnmanly by fdshm of sxnaller v^cles. llieae fasicm eveou 
occur mostly by a ^bndge' fsxsion mechoBism in whidbi the ix]itiiQ~C{M!^ betvreen 
vesicles does not e^>md; instead^ membrane flows slowly and contfamously from the 
smaller to l3wlaxserendOSome in ttie fusing pair. . J* 

8. In sum, we have shown aiid'ezpertB accept that ccUs having enlai]ged 
endo5omes also exhibit increased endocync pathway activity* whicb is cfasracteiized by 
specific endosomal c^uinge? (e.g., inerea«ed endosomal fiision, endoeomal recycling, 
cTgpiessioo of A^R45, accinxmls^on of lysosonial hydrolases m early endosomes, and 
accuxnulation of in c&rJy cndosomes.) 

9. Iheaneby declare that aU statements made herein of my own knowledge 

and tbat all statements xiude on iafomiation and belief are believed .to be tm^ actid farther 
that Hicse statemoit? were made with the knowledge that wiOful fa1»c statements and die 
like so made are punishable by fine or impdsonmeot, or both, under Section 1001 C3f Title 
18 of the United States Code and &at willful feisc statements may jeopardize ftc validity 
of die appHcatioxi of any patents issued tfaeur^on^ 

Dr. Ralph r^bn 
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